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INTRODUCTION
Children born very or extremely preterm (PT), at gestational ages less than 32 weeks, are at high risk for poor neurodevelopmental outcomes compared to children born full term (FT). However, within the PT population, outcomes are highly variable (Anderson, Doyle, and Victorian Infant Collaborative Study 2003; Bright et al. 2017) . Many studies have documented that children who experience serious inflammatory complications during the neonatal period are at higher risk for poor cognitive outcomes than children spared these conditions (Mitha et al. 2013; Schlapbach et al. 2012; Stoll et al. 2004; Leviton et al. 2018) . Adverse outcomes in PT children have been attributed, at least in part, to injury to the white matter of the brain (Back and Miller 2014; Volpe et al. 2011) . Diffusion neuroimaging studies have identified white matter microstructure differences between PT and FT samples throughout Studies have yet to examine whether a history of neonatal inflammation relates to variability in later white matter microstructure at school age and whether such variation in white matter properties mediates neurodevelopmental outcomes at those ages. The goal of this study was to contrast white matter microstructure and cognitive outcomes in three groups of 6-year-old children: PT
A C C E P T E D M A N U S C R I P T children who experienced major inflammatory conditions during the neonatal period (PT+),
PT children who did not experience such inflammatory conditions (PT-), and FT children.
The white matter of the brain is highly susceptible to injury from complications of preterm birth, including hypoxia, ischemia, and inflammation. PT infants have immature immune systems and limited regulation of cerebral blood flow. PT infants are, thus, vulnerable to infections and illnesses that can create a diffuse inflammatory response throughout the body and trigger oxidative stress in the brain. Between 24 and 32 weeks gestational age, immature progenitor cells and pre-oligodendrocytes predominate in the oligodendrocyte cell line, which is ultimately responsible for myelinating axons. These immature cells are particularly susceptible to destruction by oxidative stress. Although capable of regenerating after destruction, the oligodendrocyte cell line after injury often shows failure to fully mature or myelinate (Back and Miller 2014) . Such injuries and subsequent dysmaturity of the oligodendrocyte cell line are thought to contribute to long-term white matter abnormalities observed in children born preterm (Volpe 2009 ).
Three major inflammatory complications that are prevalent in PT infants are likely to set up this unfortunate cascade. Bronchopulmonary dysplasia, also known as chronic lung disease, results from subacute or chronic inflammation affecting the immature respiratory system. Necrotizing enterocolitis is a bacterial infection of the gastrointestinal tract. Sepsis is a bacterial infection in the blood. All three conditions are capable of inducing hypoxia, ischemia, and, in particular, inflammation affecting the brain (Behrman, Butler, and 
A C C E P T E D M
A N U S C R I P T Diffusion MRI (dMRI) has become a preferred method for assessing and characterizing the properties of white matter pathways in the brain after PT birth (Basser and Pierpaoli 1996; Feldman et al. 2010) . dMRI studies of preterm neonates, performed at or near term, have observed variation in microstructural properties. In a systematic review of 22 at-or near-term dMRI studies of preterm neonates, fractional anisotropy (FA) and mean diffusivity (MD) were most commonly reported, with 20 and 16 studies, Beyond the newborn period, in childhood and adolescence, differences in white matter microstructure can be found comparing PT and FT children, though the pattern of findings varies as a function of age, white matter pathway, and analytic strategies (Groeschel et al. 2014; Li et al. 2015; Travis et al. 2015) .
Emerging evidence from dMRI studies suggests that neonatal inflammatory conditions may contribute to variability in white matter microstructure seen in PT children. One dMRI study found that the apparent effects of gestational age on a composite measure of brain FA , measured at near term, could be explained by necrotizing enterocolitis and mechanical ventilation (Bonifacio et al. 2010) . In another dMRI study, FA of the corpus callosum measured at term-equivalent age was associated with incidence of chronic lung disease and infection (Shim et al. 2012) . However, studies have yet to determine whether variability in A C C E P T E D M A N U S C R I P T white matter microstructure observed in school-aged PT children relates to prior history of neonatal inflammation and whether such variations relate to neurodevelopmental outcomes.
To address these questions, the present study sought to determine if inflammatory conditions in the neonatal period would be associated with corpus callosum microstructure at age 6. We chose to limit our analyses to the corpus callosum for several reasons.
Abnormalities in corpus callosum microstructure are known sequelae of PT birth. PT children consistently demonstrate lower FA and higher MD in the corpus callosum compared to FT children (Dodson et al. 2017; Hasegawa et al. 2011; Jo et al. 2012; Li et al. 2015; Mullen et al. 2011; Skranes et al. 2007 ). In addition, the corpus callosum contains fiber tracts that traverse through periventricular white matter regions that demonstrate susceptibility to preterm injuries induced by hypoxia, ischemia, and inflammation (Back, Riddle, and McClure 2007) . The corpus callosum has also been implicated in a range of cognitive functions. We chose to focus on intelligence, reading, and executive function because previous studies have found associations of white matter metrics of the corpus callosum and these domains in In the present study, we divided a sample of PT children into those who did and did not experience the three previously described inflammatory conditions-bronchopulmonary dysplasia, necrotizing enterocolitis, and sepsis. We then compared white matter microstructure of the corpus callosum and results of cognitive assessments in the PT children with and without neonatal inflammatory conditions and both groups to a sample of FT controls. Two specific aims guided the analyses: 1. To describe FA and MD of the corpus callosum in the 3 groups using dMRI. We hypothesized that the PT group with neonatal inflammatory conditions would have lower FA and higher MD than the PT group without inflammation and the FT comparison group. 2. To describe long-term neurocognitive outcomes in the 3 groups. We hypothesized that the PT group with neonatal inflammatory conditions would have lower IQ, weaker reading skills, and relatively poorer executive function than PT children without inflammation and FT controls. To be complete, we performed secondary analyses to explore whether white matter metrics in the corpus callosum would be correlated with cognitive measures. If the PT group who experienced inflammation had both altered white matter microstructure and adverse neurodevelopmental outcomes, we anticipated a strong correlation between brain structure and cognitive functions.
METHODS

Design
This study was exploratory because children were enrolled on the basis of premature birth, irrespective of neonatal complications.
Participants
Participants were enrolled in a longitudinal study investigating the neural basis of reading in children born preterm. Children were recruited from the San Francisco Bay Area from 2012 to 2015. For the analyses presented here, PT birth was restricted to children with gestational age (GA)  32 weeks because of the susceptibility of white matter to injury is high at these gestational ages. FT birth was defined as GA ≥ 37 weeks or birth weight ≥ 2,500
grams. Children who completed a 30 direction dMRI acquisition protocol (see below) at age 6 years and had neonatal clinical information available were included in the current study. The sample included 35 PT children and 43 FT children. Full inclusion and exclusion criteria have been previously described (Dodson et al. 2017) . Briefly, exclusion criteria for all participants included presence of a seizure disorder, hydrocephalus, sensorineural hearing loss, or genetic disorders. The experimental protocol was approved by the Stanford University Institutional Review Board #IRB-22233. A parent or legal guardian provided informed written consent and participants were compensated for participation. Parent reports were used to collect demographic characteristics. We obtained measures for socioeconomic status using a modified Hollingshead Index (Hollingshead 1975) .
Participants were divided into 3 groups based on medical chart review of the PT participants: the PT inflammation positive group (PT+, n=12) experienced culture positive sepsis, medical or surgical necrotizing enterocolitis, and/or bronchopulmonary dysplasia characterized by > 28 days of ventilation and/or supplemental oxygen; 7 participants had one inflammatory condition, 3 participants had 2 inflammatory conditions, and 2
A C C E P T E D M
A N U S C R I P T participants had 3 inflammatory conditions. The PT inflammation negative group (PT-, n=23) experienced none of these events. The FT (n=43) group served as controls.
Medical chart review was also used to compare the PT groups on other complications of PT birth: small for gestational age (≤ 3rd percentile birth weight for gestational age), retinopathy of prematurity or immature retinae, patent ductus arteriosus, presence of hyperbilirubinemia, and abnormal near-term T1-weighted MRI scans.
Procedures
Diffusion MRI Measures, Acquisition, and Analyses
MRI data were acquired on a 3T Discovery MR750 scanner (General Electric publications (Dodson et al. 2017 (Dodson et al. , 2018 Travis et al. 2017 ).
We used AFQ to segment the corpus callosum into 7 discrete and non-overlapping 
Statistical Analyses
Demographic Variables
We computed separate one-way analyses of variance (ANOVAs) to compare continuous variable demographics, including gestational age, birthweight, age at scan, and socioeconomic status, between groups with Tukey-Kramer or Games-Howell post-hoc
tests to follow-up on significant differences, depending on homogeneity of variances. Fisher's Exact tests were calculated to compare sex, race, and ethnicity across the three groups (PT+, PT-, FT).
Group Comparisons of White Matter Microstructural Properties and Cognitive Measures
Primary analyses: FA, MD, IQ, Reading, and Executive Function
Two series of general linear models with planned contrasts were computed to examine the contribution of group (PT+, PT-, FT) to (1) FA or MD of each corpus callosum segment, and (2) cognitive outcomes. Two additional series of general linear models, including only PT children with gestational age as a covariate, were conducted to examine the contribution of group (PT+, PT-) to (1) FA or MD of each corpus callosum segment and (2) cognitive outcomes, independent of gestational age. Group differences were considered to be significant at p < 0.05. To control for multiple comparisons across segments and cognitive measures, the significance of omnibus tests was determined using a false discovery rate (FDR) of 5% (Benjamini and Hochberg 1995) .
Secondary analyses: AD, and RD
To investigate the contributions of AD and RD to group differences in FA, we 
Correlations between white matter microstructural and cognitive measures
Pearson correlations were used to assess the strength of the association between FA or MD and cognitive measures in the combined sample of FT and PT participants.
Moderation analysis based on the method of Hayes (Hayes 2017 ) was used to assess whether correlations differed between groups. Correlations were considered to be significant at p < 0.05. To control for multiple comparisons across segments and cognitive measures, significance using a FDR of 5% was also computed (Benjamini and Hochberg 1995) .
RESULTS
Participant Characteristics
Characteristics of the FT, PT+ and PT-participants are shown in Table 1 . PT+ had lower GA and lower birthweight (BW) than the PT-group. GA and BW were highly correlated r = 0.815, p < 0.0005. Because of collinearity, we controlled only for GA in analyses of the PT groups. Children in the 3 groups did not differ in age at dMRI scan, race, or socioeconomic status (all p > 0.05).
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A C C E P T E D M A N U S C R I P T Table 2 . 
Medical risk factors for preterm infants.
PT-n (% ) PT+ n (% )
Culture
A C C E P T E D M A N U S C R I P T
FA of White Matter in the FT, PT-, and PT+ groups
Mean values and the general linear model for FA are shown in Table 3 and Figure 2A . In the analysis of the three groups, the general linear model revealed significant main effects of group in the superior frontal, motor, and occipital segments. Planned comparisons showed significantly lower FA in PT+ compared to FT and compared to PT-. Differences in mean FA between PT-and FT were not statistically significant in any segment. After covarying for gestational age, a main effect of group remained significant only for the superior frontal segment, indicating that inflammation had an independent effect on mean FA (Table S1 ).
A C C E P T E D M
A N U S C R I P T Table 3 . 
General linear model and planned contrasts of mean FA of 7 segments of the corpus callosum for the three participant groups. Main Effects
A C C E P T E D M A N U S C R I P T
Secondary Analyses of AD and RD in the FT, PT-, and PT+ groups
In tract segments in which we found significant group differences in FA, Table S4 . In the superior frontal segment, the PT+ group showed significantly increased AD and significantly increased RD compared to FT and PT-groups. In the motor and occipital segments, the PT+ group showed significantly increased RD compared to FT and PT-groups.
MANOVAs revealed significant multivariate effects of Group (FT, PT-, or PT+) in the
MD of White Matter in the FT, PT-, and PT+ groups
Mean values and the general linear model for MD are shown in Table 4 and Figure 2B .
In the analysis of the three groups, the general linear model revealed significant main effects of group in all segments. Planned comparisons showed significantly higher MD in PT+ compared to FT in 6 of 7 segments and compared to PT-MD in 5 of 7 segments. PT-MD was higher than FT MD in one segment. After covarying for gestational age, a main effect of group remained significant only in the superior frontal segment, indicating that inflammation had an independent effect on mean MD (Table S2) .
A C C E P T E D M
A N U S C R I P T 
A C C E P T E D M A N U S C R I P T
Cognitive Outcomes of the FT, PT-, and PT+ groups
Mean values and general linear models for cognitive measures are shown in Table 5 and Figure 3 . In the analysis of the three groups, the general linear model revealed a significant main effect of group in IQ. Planned comparisons showed significantly lower IQ in PT+ and in PT-compared to FT. Differences in IQ between PT+ and PT-were not statistically significant, either with or without covarying for gestational age (Table S3 ). Thus, both PT groups had lower IQ scores than the FT group.
There was no significant main effect of group in reading.
In the analysis of the three groups, the general linear model revealed a significant main effect of group in executive function. Planned comparisons showed significantly higher executive function scores in PT+ compared to FT and compared to PT-, indicating poorer parent ratings of executive function in PT+ compared to the other two groups. Differences in executive function scores between PT-and FT were not statistically significant. After covarying for gestational age, a main effect of group remained significant, indicating that inflammation had an independent effect on parent ratings of executive function beyond the degree of prematurity (Table S3) .
A C C E P T E D M
A N U S C R I P T Table 5 . 
General linear model and planned contrasts of the three cognitive outcome measures for the three participant groups. Main Effects
A C C E P T E D M
A N U S C R I P T
Correlations between White Matter Metrics and Cognitive Outcomes
Correlations between FA and between MD and IQ, reading, and executive function are shown in Table 6 . IQ and reading were significantly positively correlated with occipital FA. Executive function was negatively correlated with occipital FA. These associations remained significant after correcting for multiple comparisons. Executive function was additionally significantly negatively correlated with anterior frontal FA and significantly positively correlated with superior parietal FA. These associations did not survive corrections for multiple comparisons. We had anticipated stronger correlations between IQ, reading, and executive function and white matter microstructure. Upon visual inspection of scatter plots of FA in relation to outcomes, the direction of the association appeared to be different for the FT and PT+ children in the anterior frontal and occipital segments as shown in Figure S1 .
Therefore, we investigated whether group (FT, PT-, PT+) moderated the significant structurefunction correlations. The interactions between group and mean FA fell short of statistical significance for all cognitive outcomes (all p > 0.05), most likely due to the fact that our sample size was not sufficiently large to detect significant interactions of this magnitude in structure-function correlations.
A C C E P T E D M
A N U S C R I P T Table 6 .
Pearson correlations between white matter metrics and cognitive outcomes in the combined sample of FT and PT participants. 
IQ
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DISCUSSION
Summary of Results
In this exploratory investigation of 6-year-old children, we contrasted two white matter metrics from diffusion MRI and cognitive outcomes in three groups: PT+, PT children with a history of neonatal inflammatory conditions; PT-, those PT children without inflammation; and FT children. We found that the PT+ group had decreased FA and increased MD in multiple segments of the corpus callosum compared to the PT-and FT groups; we found minimal differences in white matter metrics between the PT-and FT groups. Secondary analyses of AD and RD demonstrated that decreased FA in the PT+ was driven by significantly decreased RD in three segments of the corpus callosum and also by significantly increased AD only in the superior frontal segment. We also found that the PT+ group had less favorable scores compared to the PT-group on a parent-report measure of executive function. Other cognitive outcomes were not different across the two PT groups. We found significant associations between FA and cognitive outcomes, particularly in the occipital segment. Thus, the results led to the intriguing suggestion that inflammatory events in the newborn period may be associated with long-term properties of white matter pathways in the brains of children born preterm.
White matter outcomes of PT+ and PT-groups
Consistent with our initial hypotheses, the major finding of this study was that at age 6 years, the group of children born preterm who experienced any of the major inflammatory events in the neonatal period had alterations in mean white matter microstructural metrics compared to children born preterm without major inflammatory events. The present study extends findings of previous studies that have observed white matter differences at near term
A C C E P T E D M
A N U S C R I P T in preterm groups defined by presence or absence of single inflammatory conditions including prolonged ventilation or development of chronic lung disease (Alexandrou et al. 2014; Anjari et al. 2009; Rose et al. 2014; Teli et al. 2018) , sepsis (Chau et al. 2012; Krishnan et al. 2007 ), or necrotizing enterocolitis (Pogribna et al. 2013) . Here, the pattern for group differences in FA was generally consistent with the results of a meta-analysis that showed reduced FA in PT compared to FT groups in the genu, body and splenium (Li et al. 2015) . A novel finding was that children born preterm who did not experience the major inflammatory events in the neonatal period showed minimal differences in white matter metrics compared to the full term group. Thus, these findings were suggestive that inflammation in the neonatal period may be an important contributor to brain structure of children born preterm. Our analytic strategy was to include children with one or more of three serious inflammatory conditions into one group, PT+. This approach may lead to more consistent findings than consideration of each condition separately. Using a sensitive tractography method for subdividing the corpus callosum facilitated the identification of group differences that many not have been evident had we considered the corpus callosum as a single region of interest (Basser and Pierpaoli 1996; Feldman et al. 2010 ).
The findings of lower FA, higher RD and higher MD in the PT+ group are consistent with decreased levels of myelination, as shown in animal models of preterm birth (Hagberg, Peebles, and Mallard 2002) . However, diffusion metrics including FA and MD are known to index multiple tissue properties in addition to myelin (Basser and Pierpaoli 1996; Jones and Cercignani 2010) . Thus, the observed white matter changes (low FA; high RD and MD) within the PT groups may also reflect variations in axonal properties, such as decreased fiber densities and fiber coherence or increased axonal diameter, that have been shown to occur
in different proportions across regions of the corpus callosum (Aboitiz et al. 1992) . Future studies employing MRI techniques more specific to myelin (Mezer et al. 2013) and to axonal properties, such as diameter (Assaf et al. 2008) , fiber coherence, and density (Berman et al. 2018; Zhang et al. 2012) , are required to clarify the impact of inflammatory events in the aftermath of preterm birth on tissue properties across regions of the corpus callosum.
Cognitive Outcomes of PT+ and PT-groups
The cognitive outcome findings in this study were complex. We found group differences between PT+ and PT-only in parent reports of executive function skills. Executive function skills are a heterogeneous set of cognitive abilities required to manage complex tasks and include working memory, cognitive flexibility, and inhibitory control. Decrements in executive function skills are highly prevalent among children born preterm (Burnett et al. 2018; Murray et al. 2016; Scott et al. 2017; Stalnacke et al. 2018; Taylor and Clark 2016) . We used a parent-report composite measure of executive functioning. Parent reports may not be directly comparable to laboratory-or performance-based tasks (Loe, Chatav, and Alduncin 2015) . However, the parent-report measure may capture clinically meaningful outcomes at an age when commonly used performance based tasks can be at floor values. Thus, the results suggest that executive function skills may be sensitive to neonatal medical history.
We did not find PT+/PT-group differences in intelligence or reading measures despite differences in white matter metrics of the corpus callosum. While medical history may contribute to white matter microstructure, clinical outcomes likely depend on many additional factors. Environmental input, educational experiences, and other variables may be equally or more important than neurobiology in determining clinical outcomes in these domains. Further investigation in larger cohorts will be necessary to identify whether children born FT or PT
A C C E P T E D M
A N U S C R I P T without neonatal inflammation may utilize different skills and/or neural pathways than PT with neonatal inflammation to accomplish the same tasks.
Correlations between white matter and cognitive outcomes
Consistent with previous studies, we identified correlations between cognitive measures and FA in multiple segments of the corpus callosum (Eikenes et al. 2011; Kontis et al. 2009; Odegard et al. 2009; Vallesi et al. 2016) . Specifically, we found that higher FA in the 
Limitations.
In this exploratory analysis, the sample size was modest. We used a simplistic definition of "inflammation" to group study participants. We did not consider maternal inflammatory events. The three inflammatory conditions were most common among children born at earlier gestational ages. While necrotizing enterocolitis, bronchopulmonary dysplasia, and sepsis all cause a strong systemic inflammatory response, we do not know the exact mechanism by which these conditions would lead to altered white matter. In the future, prospective measures of systemic inflammation in relation to outcomes, particularly among infants born extremely prematurely, would propel this line of research. We recognize that systemic inflammation may affect white matter metrics and outcomes in a variety of ways.
Systemic inflammation affects the permeability and function of the blood-brain barrier (Banks and Erickson 2010) and can also incite a local inflammatory response in the brain (Brochu et al. 2011) , both of which may lead to altered white matter maturation (Wang et al. 2006 ).
However, these major inflammatory complications may also lead to or be a proxy for 
CONCLUSIONS AND FUTURE DIRECTIONS
Dividing children born preterm into those who did and did not experience major inflammatory complications was useful for identifying differences in white matter metrics of the corpus callosum and in executive function skills. Further in depth exploration of neonatal inflammatory experiences and white matter pathways beyond the corpus callosum will contribute to understanding brain-behavior associations in the aftermath of preterm birth.
Clinical care continues to evolve since these children were born. Newer practices, such as the standardized use of hydrocortisone to prevent chronic lung disease (Doyle et al. 2017) may be specifically relevant to investigations of white matter and outcomes in children born preterm. Studies of interventions to improve neurodevelopmental outcomes may consider inflammatory events in assigning risk status or in providing early interventions for improving neurodevelopmental outcomes.
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